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(54) METHOD AND APPARATUS FOR ELECTROSPRAY MASS SPECTROMETRIC ANALYSIS 



(57) The invention is provides a method and an ap- 
paratus for performing electrospray ionization mass 
spectrometry analysis, which method can exactly ana- 
lyze a mass of a molecular ion or a fragment ion of an 
unstable organometallic complex or a polymeric organic 
compound. The method includes cooling a sample to be 



analyzed which contains a solvent and is caused to flow 
out from a spray small-diameter tube with an inert gas 
for low temperature vaporization (A), and carrying out 
ionization and mass spectrometric analysis of the sam- 
ple to be analyzed while cooling a chamber (7) for re- 
moving a solvent or an ion source shield (8) with liquid 
nitrogen. 
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Description 

TECHNICAL FIELD 

[0001] The present Invention relates to a method for s 
performing electrospray mass spectrometry analysis 
and to an apparatus for performing the analysis. 

BACKGROUND ART 

10 

[0002] Conventionally techniques related to such a 
technical field are described, for example, in the follow- 
ing literature: 

(1 ) F. Bitsch, CCD. Buchecker, A. K. Khemiss, J. is 
P. Sauvage, A. V. Dorsselaer, J. Am. Chem. Soc. 
1991, 113,4023-4025; 

(2) D. C. Buchecker, E. Leize, J. F. Nierengarten, J. 
P. Sauvage, A. V. Dorsselaer, J. Chem. Soc., Chem. 
Commun. 1 994, 2257-2258; and 20 

(3) D. Whang, K. M. Park, J. Heo, P. Ashton, K. Kim, 
J. Am. Chem. Soc. 1998, 120 f 4899-4900. 

[0003] Liquid-introduction electrospray ionization 
(ESI) apparatuses have been developed so as to ana- 25 
lyze molecular structures of biopolymers such as pro- 
teins; organometallic complexes; etc. 
[0004] Organometallic compounds — including high- 
ly-ordered supermolecules containing a transition metai 
that are formed through self-assembly — have been of 30 
interest [See (1) F. Bitsch, C. O. D. Buchecker, A. K. 
Khemiss, J. P. Sauvage, A. V. Dorsselaer, J. Am. Chem. 
Soc. 1991, 113, 4023-4025; (2) D. C. Buchecker, E. 
Leize, J. F. Nierengarten, J. P. Sauvage, A. V. Dorsse- 
laer, J. Chem. Soc, Chem. Commun. 1 994, 2257-2258; 35 
(3) D. Whang K. M. Park, J. Heo, P. Ashton, K. Kim, J. 
Am. Chem. Soc. 1998, 120, 4899-4900; and (4) M. Fu- 
jita, K. Ogura, Coord. Chem. Rev.; 1 996, 1 48, 249-264.J. 
[0005] These compounds have been analyzed in 
terms of characteristics and detailed molecular struc- *o 
ture, mainly through X-ray crystallography and nuclear 
magnetic resonance (NMR) spectroscopy. 

DISCLOSURE OF THE INVENTION 

45 

[0006] However, single crystals having sufficient pu- 
rity for allowing precise X-ray crystallographic structure 
analysis are generally difficult to obtain. For example, 
when molecules dissolved in the solution undergo rapid 
inter-transformation or contain metallic atoms exhibiting so 
supermagnetism, NMR spectroscopy is not useful for 
characterizing molecules that are in a dissolved state. 
Mass spectrometry is another candidate method for ef- 
fectively analyzing such metal complexes in the solution 
state. However, only a few cases of effective mass spec- . 55 
trometric analysis have been reported (see the afore- 
mentioned published literature (1) to (3)). Since these 
metal complexes are generally unstable against impact 
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or heat for causing ionization, such poor stability of the 
complexes poses a problem, even when milder ioniza- 
tion through fast atom bombardment (FAB) or electro- 
spray ionization (ESI) is employed. 
[0007] In view of the foregoing, an object of the 
present invention Is to provide a method for performing 
electrospray ionization mass spectrometric analysis, 
which method is capable of precisely analyzing the char- 
acteristics of unstable organometallic complexes. An- 
other object of the invention is to provide an apparatus 
for performing the analysis. 

[0008] To achieve the above objects, the present in- 
vention provides the following. 

[1] a method for performing electrospray mass 
spectrometric analysis, characterized by compris- 
ing ionizing a sample solution to be analyzed while 
a gas for vaporization and a chamber for removing 
a solvent or an Ion source are cooled, to thereby 
perform mass spectrometric analysis of the sample. 
[2] a method for performing electrospray mass 
spectrometric analysis as described in (1), wherein 
the gas for vaporization and the ion source are 
maintained at low temperature within the range of 
liquid nitrogen temperature to room temperature. 
[3] a method for performing electrospray mass 
spectrometric analysis as described in [1], wherein 
the sample to be analyzed Is an organic compound. 
[4]a method for performing electrospray mass spec- 
trometric analysis as described in [1], wherein the 
gas for vaporization is a nepulizer gas or a dry gas. 
[5] a method for performing electrospray mass 
spectrometric analysis as described in [4], wherein 
the gas for vaporization is an inert gas such as ni- 
trogen gas. 

[6J a method for performing electrospray ionization 
mass spectrometric analysis as described in [1], 
wherein water or a non-polar organic solvent (e.g., 
H 2 0, CH 3 CN, CHCI3) is used as the solvent, so as 
to perform molecular structure analysis, 
[7] an apparatus for performing electrospray mass 
spectrometric analysis, characterized by compris- 
ing a chamber for removing a solvent and an ion 
source which are cooled; a sheath tube which is co- 
axlally provided with the tube for spraying and al- 
lows passage of a gas for coo ling; and a mass spec- 
trometer for ionizing by use of the solvent and per- 
forming mass analysis of a sample to be analyzed; 
wherein an ion source formed through electro- 
spraying is employed while the ion source is cooled 
by spraying liquid nitrogen directly to a chamber for 
removing a solvent or to an ion source. 
[8] an apparatus for performing electrospray mass 
spectrometric analysis as described in [7], wherein 
the gas for cooling is introduced into the sheath tube 
after treatment in an apparatus for cooling an inert 
gas. 
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BRIEF DESCRIPTION OF THE DRAWINGS 
[0009] 

FIG. 1 shows a schematic view of a low-tempera- 
ture electrospray probe according to one embodi- 
ment of the present invention. 
FIG. 2 shows a schematic view of an ionization step 
employing electrospraying at low temperature ac- 
cording to the embodiment. 
FIG. 3 shows chemical structures of self- assembly 
organometallic complexes which were subjected to 
low-temperature electrospray mass spectrometric 
analysis according to the embodiment. 
FIG. 4 shows a mass spectrum indicating typical an- 
alytical results (Compound b) obtained in accord- 
ance with the present invention. 
FIG. 5 shows charts indicating the dependency on 
temperature of the intensity ratio of [Cs] + to [Cs + 
CH 3 CN} + obtained by subjecting a solution of Csl 
dissolved in CH 3 CN to analysis according to the 
embodiment. 

BESTMODES FOR CARRYING OUT THE INVENTION 

[0010] A mode for carrying out the invention will next 
be described in detail. 

[001 1 ] In order to detect molecular ions of an organo- 
metallic complex which is unstable and/or contains an 
ion, the present invention provides a practical low-tem- 
perature ionization method by employing low-tempera- 
ture spraying; liquid introduction and electrospraying; or 
ion spraying (iS). 

[0012] FIG. 1 shows a schematic view of a low-tem- 
perature electrospray probe according to one embodi- 
ment of the present Invention, and FIG. 2 shows a sche- 
matic view of a feature of ionization by electrospraying. 
[0013] In FIGs. 1 and 2, reference numeral 1 repre- 
sents a probe for performing low-temperature electro- 
spray ionization; reference numeral 2 represents a 
sheath tube; reference numeral 3 represents a capillary 
for performing spray ionization (a small-diameter tube 
for introducing a sample solution); reference numeral 4 
represents charged droplets; reference numeral 5 rep- 
resents an electrode connecting to amass spectrometer 
and for transferring Ions; reference numeral 6 repre- 
sents an apparatus for cooling a (dry) gas (N 2 ) for va- 
porization; reference numeral 7 represents a chamber 
for removing a solvent; reference numeral 8 represents 
an ion source shield; reference numeral 9 represents a 
nozzle for spraying liquid nitrogen; and reference nu- 
meral 10 represents liquid nitrogen. 
[001 4] Specifically, N 2 gas is cooled to approximately 
-100 a C by means of the apparatus 6 for cooling a gas 
for vaporization, and a sample solution to be analyzed 
is atomized at approximately -20°C. In FIG. 2, reference 
symbol A represents a low-temperature N 2 gas and ref- 
erence symbol B represents a sample solution to be an- 



alyzed. 

[0015] As shown In FIG. 2, a gas (nepulizer gas or dry 
gas) for vaporization; e.g., nitrogen, Is passed through 
the apparatus 6 for cooling a gas 6 (nitrogen) for vapor- 

s ization and, subsequently, is Introduced into an electro- 
spray, so as to maintain at a low temperature the capil- 
lary 3 and the spray Itself. During ionization, the cham- 
ber 7 for removing a solvent and the ion source shield 
8 are maintained at approximately 1 5°C or less by being 

10 sprayed with liquid nitrogen from the nozzle 9 for spray- 
ing liquid nitrogen. The following experiments were car- 
ried out by use of a sector-type mass spectrometer con- 
necting to ESI sources. 

[0016] The low-temperature ESI-MS was operated in 

is a cation mode, to thereby perform mass analysis of self- 
assembly metal complexes. Typical examples of the 
complexes include "molecular squares" as shown in 
FIG. 3(a) [See (A) M. Fujita, J. Yazaki, K. Ogura, K., J. 
Am. Chem. Soc. 1990, 112, 5645-5647 and (B) M. Fu- 

20 jjta, O. Sasaki, T Mitushashi, T. Fujita, K. Yamaguchi, 
K. Ogura, J. Chem. Soc, Chem. Common, 1996, 
1535-1536.) and "adamantanoid cages" as shown in 
FIG. 3(b) [See M. Fujita, D. Oguro, M. Miyazawa, H. 
Oka, K. Yamaguchi, K. Ogura, Nature, 1995, 378, 

25 469-471.]. 

[0017] Analysis of these compounds leads to the fol- 
lowing optimum analysis conditions. Briefly, (1) Ion 
source: A sheath gas (N 2 ) at -20°C or lower and a non- 
solvated plate at 15°C were selected; (2) Solvent: 

30 CH 3 CN was the optimum solvent for such molecules; 
and (3) Detection sensitivity of counter ions: The sensi- 
tivity increased in the order of N0 3 ~ < BF 4 " < PF 6 ~. In 
addition, the central transition metal atom contained in 
a molecule of these compounds was also investigated 

35 in terms of adaptability to the mass analysis. As a result, 
Pt(ll) complexes were found to exhibit the highest sen- 
sitivity In this analysis. FIG. 4 (case 2) shows typical re- 
sults of analysis, indicating that multiply-charged poly- 
valent molecular Ions (+3 to +10) are clearly observed 

40 simultaneously with a number of solvent (CH 3 CN) mol- 
ecules (up to 21). More interestingly, the number of 
CH 3 CN molecules increased with the charge of the ion. 
This phenomenon was also observed for compounds 
shown in FIGs. 3(a) and 3(b). 

45 [0018] From the foregoing phenomenon, which had 
never before been confirmed, the inventors have found 
an important application of low-temperature spraying. 
[0019] Specifically, highly charged droplets which 
have been formed by mixing molecules to be analyzed 

so with a solvent and atomizing the resultant mixture from 
a small-diameter tube are readily polarized. Thus, coun- 
ter ions corresponding to the cations are readily plucked 
out. This easy plucking of the counter ions is assisted 
by solvation. Since the electrospray ionization (ESI) 

55 mechanism which has previously been proposed es- 
sentially requires a step of evaporating a solvent, the 
spray must be heated. In contrast, in the low-tempera- 
ture electrospray ionization mechanism in accordance 
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with the present invention, removal of a solvent which 
is closely related to ionization must be suppressed to 
the utmost extent. The reason for this Is that a polar sol- 
vent exhibits a higher dielectric constant at lower tem- 
perature. 

[0020] The above theoretical mechanism can be con- 
firmed by a simplified experiment on ESI for detecting 
cations by use of NaCI, Kl, or Csl. FIG. 5 shows the de- 
pendency of the ion intensity ratio of [Cs] 4 to that of [Cs 
+ CH3CNP on temperature, when a sample containing 
Csi dissolved in CH 3 CN is subjected to ESI. 
[0021] When ESI was carried out at 300°C, the inten- 
sity of [Cs] + was higher than that of [Cs + CH 3 CN] + , 
whereas when ESIwas carried out at 15 Q C, the intensity 
of [Cs + CH3CN] 4 predominated. 
[0022] The above results show the importance of sol- 
vation observed at low temperature. Thus, the present 
inventors applied this model mechanism — "solvation- 
assisted counter ion plucking" (SACP) — to studies on 
ionization of ionic samples to be analyzed. According to 
this mechanism, polyvalent ions which are formed 
through solvation of Compounds (a) and (b) shown in 
FIG. 3 decrease with increasing ionization temperature. 
Therefore, through low-temperature electrospray ioni- 
zation according to the present invention and based on 
the SACP mechanism, polyvalent ions solvated with 
corresponding numbers of solvent molecules are con- 
sidered to be formed. 

[0023] In other words, the present invention provides 
a performance-enhanced apparatus for performing 
electrospray ionization in a cooled state and a method 
of performing mass structure analysis of unstable self- 
assembly metal complexes on the basis of molecular 
weight measurement making use of the apparatus. 
[0024] According to the present Invention, solvated 
polyvalent molecular ions can be clearly detected. Thus, 
the present invention has been proven to be effective 
for analysis of such organometallic compounds. 
[0025] The aforementioned SACP theoretical mech- 
anism has been proposed as a theory which can de- 
scribe the mechanism of forming polyvalent molecular 
ions concomitant with solvation during low-temperature 
electrospray ionization in accordance with the present 
invention. 

[0026] As described above, the present invention en- 
ables precise analysis of molecular structure of organo- 
metallic compounds. 

[0027] The present invention is not limited to the 
above-described embodiment. Numerous modifications 
and variations of the present invention are possible in 
light of the spirit of the present invention, and are not 
excluded from the scope of the present invention. 
[0028] As described in detail hereinabove, the 
present invention provides the following effects. 

(1 ) The low-temperature electrospray ionization ap- 
paratus according to the present invention attains 
exact mass analysis of molecular ions and fragment 
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ions of unstable organometallic compounds and 
polymeric organic compounds. 

(2) The mechanism of ionization according to the 
invention is based on solvation which is caused by 

5 an increase, due to cooling, in dielectric constant of 
the corresponding solvent, and a number of the 
thus-formed solvated molecular ions are observed. 

(3) Modifying the solvent and samples to be ana- 
lyzed may enable analysis of electrically neutral 

10 species. 

INDUSTRIAL APPLICABILITY 

[0029] The method and apparatus of the present in- 
15 vention for performing electrospray mass spectrometry 
analysis are suitable for mass spectrometric analysis of 
unstable organic compounds, which analysis has previ- 
ously been impossible or difficult. 



1 . A method for performing electrospray mass spec- 
trometric analysis, characterized by comprising 

ionizing a sample solution to be analyzed 
while a gas for vaporization and a chamber for re- 
moving a solvent or an ion source are cooled, to 
thereby perform mass spectrometric analysis of the 
sample. 

2. A method for performing electrospray mass spec- 
trometric analysis as described in claim 1 , wherein 
the gas for vaporization and the ion source are 
maintained at low temperature within the range of 
liquid nitrogen temperature to room temperature. 

3. A method for performing electrospray mass spec- 
trometric analysis as described in claim 1 , wherein 
the sample to be analyzed is an organic compound. 

4. A method for performing electrospray mass spec- 
trometric analysis as described in claim 1 . wherein 
the gas for vaporization is a nepulizer gas or a dry 
gas. 

5. A method for performing electrospray mass spec- 
trometric analysis as described in claim 4, wherein 
the gas for vaporization is an inert gas such as ni- 
trogen gas. 

6. A method for performing electrospray Ionization 
mass spectrometric analysis as described in claim 
1 , wherein water or a non-polar organic solvent {e. 
g., H 2 0, CH 3 CN, CHCI3) is used as the solvent, so 
as to perform molecular structure analysis. 

7. An apparatus for performing electrospray mass 
spectrometric analysis, characterized by compris- 
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ing 

(a) an Ion source and a chamber for removing 
a solvent which are cooled; 

(b) a sheath tube which is co-axially provided 
with the tube for spraying and allows passage 
of a gas for cooling; and 

(c) a mass spectrometer for ionizing by use of 
the solvent and performing mass analysis of a 
sample to be analyzed; 

(d) wherein an ion source formed through eiec- 
trospraying is employed while the ion source is 
cooled by spraying liquid nitrogen directly to a 
chamber for removing a solvent or to an ion 
source. 

8. An apparatus for performing electrospray mass 
spectrometric analysis as described in claim 7, 
wherein the gas for cooling is introduced into the 
sheath tube aftertreatment in an apparatus for cool- 20 
ing an inert gas. 
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